Aims-In the presence of oxygen, most of the synthesized pyruvate during glycolysis in the cancer cell of solid tumors is released away from the mitochondria to form lactate (Warburg Effect). To maintain cell homeostasis, lactate is transported across the cell membrane by monocarboxylate transporters (MCTs). The major aim of the current investigation is to identify novel compounds that inhibit lactate efflux that may lead to identifying effective targets for cancer treatment.
INTRODUCTION
Unlike normal cells, solid tumor relies on aerobic glycolysis as the primary source of energy, a phenomenon known as the Warburg Effect [1] . As the end-product of glycolysis, lactate is produced in an excessive amount [2] and considered an alternative source of fuel for the uncontrolled cell proliferation [3] . Lactate efflux to the cell microenvironment is critical to cell survival. The extracellular acidosis of the cancer cell was found to enhance cell invasiveness [4] , metastasis [5] , and chemotherapy resistance [6] . On the other hand, the continuous lactate production will cause intracellular acidosis. The acidic intracellular pH will eventually initiate apoptosis [7, 8] through different mechanisms such as promoting the permeability of mitochondria membrane [9] , activating endonucleases that cause DNA fragmentation [10] , or activating caspase-3 protease, the key indicator of apoptosis that deactivates essential metabolic proteins [11] .
The mammalian cell has many transporters involved in the regulation of pH homeostasis [12] . However, monocarboxylate transporters (MCTs) are considered the most important pH cell regulators, especially within tumor cells with rapid metabolism and high glycolysis rate [13] . These MCTs (also known as solute carrier 16, SLC16 proteins) are a family of 14 transporters, and the first four members (MCT1-MCT4) documented as single-carboxylate molecules transporters across the biological membranes [14] . MCT1 is considered highaffinity lactate transporter involved in exogenous lactate uptake by the cancer cells [15] that facilitate lactate efflux according to pH gradient [16] . On the other hand, the low-affinity lactate transporters MCT4 release lactate [2] . Moreover, it was recently reported that MCT3 is involved in lactate efflux of some cells [17] .
compare to other cell lines. We, as well as others, have used this cell line and is considered an appropriate model to evaluate potential anti-cancer agents [22, 23] . We also used the N2-A cell line to investigate the "Warburg Effect" phenomenon [24] , and cancer cells metabolism [25, 26] . On the other hand, the DI-TNC1 is an astrocyte immortal cell line with lower lactate efflux production compared to N2-A cells, an observation in our lab. The DI-TNC1 is very important in controlling brain energy metabolism [27, 28] . Cell culture Dulbecco's Modified Eagle Medium (DMEM), fetal bovine serum (FBS), penicillin/ streptomycin, DPBS, and trypsin were all from Atlanta Biologicals (Atlanta, GA, USA). Cells were cultured in 75-cm TC flask at 37°C in humidified 5% CO 2 incubator and were subcultured as needed with trypsin/EDTA. Growing media was supplemented with 10% FBS (v/v), 4 mM L-glutamine, and 1% penicillin /streptomycin.
High Throughput Screening for Lactate Efflux Inhibition
For screening plant extracts as lactate efflux inhibitors, N2-A cells (5×10 4 /well) were seeded in 96-well plates and treated with 50 -1000 μg/ml of plant ethanol extracts in a final volume 200 μl/well experimental media (phenol-free media supplemented with 1% each FBS/penicillin/streptomycin). Tested concentrations were determined based on previous preliminary studies. Control wells were treated only with ethanol at the highest used concentration (≤1.0%). After 4 h exposure period at 37°C and 5% CO 2 , 50 μl each of both experimental media and the lactate kit substrate mix were combined in another 96-well plate. The reaction was extended for 30 min at 37°C, CO 2 -free incubator and stopped by 50 μl of 0.5 M acetic acid/well. The absorbance was measured at 490 nm using μQuant Monochromatic Microplate Spectrophotometer (BioTek, USA).
TCE Studies

2.4.1
Lactate efflux assay-As lactate efflux inhibitor, the effect of TCE was compared to standard MCT inhibitors, phloretin, and α-cyano-4-hydroxycinammic acid (CHC). Based on previous preliminary studies in our lab, N2-A cells were exposed to gradual concentrations between 0 to 250 μg/ml. All experiments were performed at least two separate times with n=4, and the control cells were exposed to the used solvents at the highest tested concentration (≤1.0% of ethanol for plant extract or 0.1 % DMSO for standard inhibitors). Blank wells without cells were also included in the test.
Cell viability assay-
The redox dye resazurin was used for determining N2-A and DI-TNC1 cells viability after 24 h treatment with TCE at concentration range 0 -250 μg/ml in experimental media. Control wells were treated only with ethanol at the highest used concentration (≤1.0%) and blank wells without cells were also involved in the test. In this assay, resazurin solution of 0.5 μg/ml in sterile phenol red free-phosphate-buffered saline (PBS) was used at concentration level 15% v/v. After an experimental period, the reduced resazurin was measured at 570 nm using μQuant Monochromatic Microplate Spectrophotometer (BioTek, USA). The percentage of N2-A cell survival compared to the control was calculated for IC 50 s determination. experimental media to keep cells alive and measure the changes in protein expression. Control wells were treated only with ethanol at the highest used concentration (0.1%) and blank wells without cells were also included in the test. After 4 h of incubation, cells were washed with PBS, pelleted and lysed for 30 minutes on ice with RIPA lysis buffer contains 1 X mammalian protease arrest. Samples were pulsed for few seconds with a probe sonicator and centrifuged at 10,000 ×g for 10 minutes at 4°C and the protein concentrations in cell lysates were determined using protein assay BCA. After that, the supernatant was diluted (1:1) with Laemmli sample buffer and boiled at 100°C for 3 minutes. Proteins from total cell lysates were loaded at consistent concentration 40 μg/ml and separated at 200 v constant voltages for 30-40 minutes using 10% SDS-PAGE gels and running buffer. Proteins were transferred to nitrocellulose membranes in the ice-cold transferring buffer for 90 minutes at 100 Voltage. Nitrocellulose membranes were incubated on a rocking shaker at room temperature for 1 hour with blocking buffer (5% non-fat dry milk in 1X PBST, pH 7.6) followed by 3x wash. All membranes were then incubated overnight with 10 ml of primary antibodies -diluted blocking buffer as following: MCT1 (1μg/ml); MCT3 (2.5 μg/ml); MCT4 (1:800); CD147 (1: 2,000) and GAPDH (1 μl/ml). After 3X wash with PBST, membranes were reincubated at RT for 3 hours with secondary antibody at dilution (1: 5,000). Finally, nitrocellulose membranes were washed with PBST and developed with chemiluminescence reagent. Images were captured using a Flour-S Max Multiimager (Bio-Rad Laboratories, Hercules, CA) and analyzed to obtain the band density with Quantity One Software (Bio-Rad Laboratories, Hercules, CA).
Caspase 3 apoptosis study-Apoptosis
study was conducted by assessing caspase -3-activity using EnzChek® Caspase-3 assay kit. Briefly, N2-A cells were seeded at an initial concentration of 0.5 × 10 6 cell / well in 6 -well plates and treated with serial concentrations of TCE (0 -30 μg/ml) in experimental media at a final volume of 3 ml/well. Tested concentrations were determined based on dose-response viability study. Control wells were treated only with ethanol at the highest used concentration (0.15 %) and blank wells without cells were also applied in the test. After 4 h incubation period, treated cells from each well were harvested, pelleted, washed in PBS. Cell pellets were resuspended in 50μL lysis buffer for 30 min on ice followed by centrifuge for 5 minutes at 4,100 ×g to pellet the debris. Lastly, 50 μl of each samples supernatant and the apoptosis kit substrate working solution were combined in another microplate well for 30 min at RT and the background fluorescence was determined by using 50 μL of the cell lysis buffer. Fluorescence intensity for each sample was measured (excitation/emission ~342/441 nm) using Synergy HTX Multi-Reader (BioTek, USA)
Acridine orange / ethidium bromide apoptosis study-Acridine orange/ ethidium bromide staining assay was performed to detect apoptotic changes in N2-A cells.
The applied conditions for the assay were similar to the caspase-3 apoptosis study. Monolayer treated cells were washed 3X with PBS and incubated with the stain for 30 min. The dyes were added to the cells in 1:1 ratio at a final concentration of 5mg/mL acridine orange and 3 mg/ml of ethidium bromide. The excess dye was removed, and cells washed 2X with PBS and imaged at 40X magnification using Nikon Eclipse Ti fluorescence microscope (Nikon Instruments Inc., Melville, NY, USA).
2.4.6
Growth study and morphological changes-Cyto Scan™ water-soluble tetrazolium (WST 1) assay was used to measure growth rate in N2-A cells. Briefly, cells were plated at an initial density of 2 ×10 4 cells / well in 96 well plate and treated with TCE at concentration range (0 -60 μg/ml) in a final volume 200 μl / well phenol-free growing media. The tested concentrations were determined based on dose-response viability study. Control cells were exposed to 0.3% ethanol in culture media and corresponding blanks were performed as treatments without cells. After 48 h of incubation, cells were combined with WST 1/CEC assay reagent at 10% v/v for 30 min to 4 h and the generated dark yellowcolored formazan was measured at 440 nm using Synergy HTX Multi-Reader (BioTek, USA). Cell density and morphological changes were photographed under phase -contrast inverted microscope Olympus 1 X 7I (Pittsburgh, PA, USA) at 20X magnification.
Statistical Analysis
Data were analyzed using the Graph Pad Prism 6.2 Software (San Diego, CA, USA). All data points were obtained from the average of at least two independent studies and expressed as mean ± SEM. Inhibitory concentrations (IC 50 s) for lactate efflux and cell viability studies and IG 50 for growth inhibition studies, were determined by nonlinear regression with lowest 95% confidence interval and R 2 best fit. The significance of the difference between two groups was determined by unpaired t-test, between control and treated groups using one-way ANOVA followed by Dunnett's multiple comparison's test. Significance of the difference between the control and treated groups is considered at *P = 0.05, ** P = 0.01, *** P = 0.001, and **** P = 0.0001.
RESULTS
High Throughput Plant Extracts Screening for Lactate Efflux Inhibitors
The high throughput screening of 900 ethanol plant extracts was designed to identify natural potent lactate efflux inhibitors in N2-A cancer cells at four tiers (Plant extract concentration: 50 -1000 μg/ml). Based on < 50% lactate efflux compare to the control, 785 (87%) of the tested plant extracts were not active and excluded from the study after the first tier. The other extracts (115) were active and categorized according to their potency into four levels ( Fig. 1 and Table 1 ). The fourth level were considered the least potent and included 62 extracts with (500 μg/ml < IC 50 < 1000 μg/ml). 43 extracts showed average potency (100 μg/ml < IC 50 < 500 μg/ml) and placed on the third level and 6 extracts showed higher potency (50 μg/ml < IC 50 < 100 μg/ml) at the second level. Four plant extracts were categorized as the most potent at level 1 (IC 50 < 50 μg/ml). These plant extracts were identified according to their potency as Terminalia chebula (IC 50 42 .78 μg/ ml), Bupleurum chinense (IC 50 43.22 μg/ml), Trillium pendulum (IC 50 49 .82 μg/ml), and Rheum palmatum (IC 50 49 .82 μg/ml). Among these four extracts, Terminalia chebula was the most potent and therefore, further studies were performed using this plant extract.
TCE Lactate Efflux Inhibition Potency
To determine TCE potency, we conducted dose-response studies for lactate efflux changes in N2-A cells supernatant. Lactate production was inversely proportional to the increased TCE concentrations. Inhibition of lactate efflux was highly significant (P = 0.0001), giving IC 50 value of 3.59 ± 0.26 μg/ml ( Fig. 2A ). Lactate efflux inhibition was less than 10% in N2-A cells treated with a-cyano-4-hydroxycinammic acid (CHC), at the highest tested concentration (250 μg/ml = 1.32 mM). Meanwhile, phloretin induced highly significant effect (P< 0.0001) with IC 50 76.54 ± 3.19 μg/ml (279.07 μM). Compare to the calculated IC 50 of TCE, phloretin was less potent by 21.32 fold (Fig. 2B) . Similarly, the doseresponse of the cytotoxicity studies performed using N2-A cells vs. DI-TNC1 primary cells to assess the safety of TCE (Fig. 2 C and D) . The data obtained indicated a significant inverse relationship between the viability and the tested concentrations in both cell lines (P = 0.0001). Noticeably, TCE was 2.35 fold less potent in the primary cells (IC 50 of 17.35 ± 0.19 μg/ml) compare to N2-A cells (IC 50 of 7.37 ± 0.28 μg/ml).
TCE Reduces MCTs and CD147 Expression
To understand the mode of action engaged in lactate efflux inhibition we performed Western blotting for N2-A cell lysates and evaluated protein expressions of monocarboxylate transporters and their chaperone CD147 after 4 h exposure to different concentrations of TCE. Antibodies detected the different MCTs, an indication of their presence in N2-A cell line (Fig. 3A) . Moreover, at the highest tested dose 5 μg/ml, TCE-induced a significant decrease in protein expression (P = 0.05), giving 57% reduction in CD147; 35% reduction in MCT4 ; 32% reduction in MCT1; and 41% reduction in MCT3 expression ( Fig. 3 B) .
TCE Induces Apoptosis, Morphological Changes, and Activates Caspase 3 in N2-A Cells
The change of caspases 3 activity was used as a marker for apoptosis and cell death that might be attributed to lactate efflux inhibition. Cell apoptosis was measured in N2-A cells after 4 h exposure to TCE. The results show that a significant increase in caspase 3 activity, in a dose -dependent manner, was detected in the cell lysates (Fig. 4 ). The significant difference between treated and control cells was detected at 7.5 μg/ml (P = 0.0001), giving almost 8 folds' increase in caspase activity relative to the control cells. Also, a significant decrease was also obtained ( # # P = 0.01) at a higher dose (15 μg/ml).
The apoptosis-related morphological changes of TCE were further investigated using acridine orange/ethidium bromide fluorescence assay. Untreated cells appeared with uniformly green nuclei ( Fig. 5 A) while different degrees of early and late apoptotic features appeared clearly in cells treated with 7.5 μg/ml ( Fig. 5 C and D) . Early apoptotic cells appeared with bright green dots in the nuclei, while chromatin condensation and nuclear fragmentation were detected in the late apoptotic stage as cells lose the membrane integrity and incorporate a red color -ethidium bromide.
The Growth Inhibition Effects of TCE
The impact of TCE on N2-A cell growth was evaluated at 48 h exposure period. TCE decreased cell proliferation in a dose-dependent pattern with a highly significant reduction in cell proliferation (P = 0.0001) was observed at the tested concentration of 7.5 μg/ml and above, giving IG 50 = 5.2 ± 0.30 μg/ml (Fig. 6A ). Remarkably, almost 76% reduction in cell proliferation was obtained at 15 μg/ml of TCE and remained consistent at the other higher doses. Also, Phase-contrast microscopy revealed that treated cells decreased in numbers and appeared round with shrunk size compared to the control. (Fig. 6B ).
DISCUSSION
Lactate efflux is critical for cancer cell metabolism and proliferation. Thus, targeting lactate produced by cancer cells was the primary goal of this study. Extracts of 900 plants were screened for lactate efflux inhibition in N2-A neuroblastoma cells that are characterized by a high metabolic rate and excess lactate efflux [29] . The extract of Terminalia chebula (TCE) plant was the most potent extract as lactate efflux inhibitor. The plant, Terminalia chebula Retz, belongs to the family Combretaceae and also called black Myrobalans (English) and Harad (Hindi). The full grown plant is a tall tree up to 80 feet in height, is native to India, known as the 'King of Medicine' since it was used in healing many diseases such as heart diseases, asthma, gout, bleeding piles, vomiting, diarrhea, ulcers, sore throat, and dysentery [17] . The extensively studied Terminalia species indicate that this plant has a wide spectrum of medicinal effects. The plant was reported to have an antimicrobial [30] , antiviral, antimalarial and antifungal [31] , antiprotozoal [32] , anti-inflammatory, anti-arthritic [33] , antidiabetic [34] , hepatoprotective [35] , antioxidant [36] , antianaphylactic [37] , antimutagenic [38] , and anticancer [39] [40] [41] [42] [43] effects. Several studies have also indicated that the methanolic and water extracts of TCE have an inhibitory action on the human immunodeficiency virus [44] and immunomodulatory action [45] . Additionally, a recent study using the rat pheochromocytoma (PC12) cell line indicated that the extract of the dried ripe fruit has a neuroprotective effect against ischemia related damage [46] . Several in vivo studies on the pharmacological effects of the extract of the Terminalia chebula plant (TCE) were investigated using the rat and the mouse. Many reports indicated the effectiveness of this plant extract as an anti-inflammatory agent [47] [48] . Moreover, the chemopreventive effects of TCE in stomach cancer in the rat were reported earlier [49] .
Since our primary concern in this study is to evaluate the levels of extracellular lactate as an indication of functional MCTs, we examined the potency of TCE comparing to the wellknown lactate inhibitors phloretin and CHC [50, 51] . The obtained results indicate that 50% of lactate efflux inhibition in N2-A cell was obtained when cells were treated with 279.07 μM of phloretin. The obtained results are in agreement with the previously reported study that found 300 μM of phloretin inhibited lactate transport in erythrocytes [52] . Interestingly, our data showed a remarkable effect of TCE over phloretin. On the contrary, current data did not show a significant inhibitory effect of CHC at the highest tested concentration. In spite of the reported effects of CHC as an MCT1 selective inhibitor [53] by affecting the expression of MCT1 [3] , no sufficient information about the impact of CHC on N2-A cells. However, our results agree with previous studies that 5mM of CHC did not inhibit lactate efflux in glial cells [54] and should be at least 10 mM to inhibit MCT efflux in malignant gliomas [55] .
Current literature did not report the selective cytotoxicity of TCE among different cancer cell lines. However, Terminalia chebula was reported as a safe chemopreventive drug within the recommended Ayurvedic specifications [56] . Also, in an in vivo study, Terminalia chebula dried fruits water extract was found to cause neither acute nor chronic toxicities 
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Author Manuscript when tested in male or female rats [57] . These data agree with our cytotoxicity study on DI-TNC1 primary cell line.
To explore the mechanism of action of lactate efflux inhibition by TCE, we examined MCT transporters as important pH regulators in high glycolytic solid tumors that mediate lactate transportation across the plasma membranes [58] . Also, the suppression of monocarboxylate transporters is considered the first step in apoptosis [59] . Lactate efflux through MCT4 was previously reported [2] . However, MCT1 and MCT3 might facilitate lactate passing through the plasma membrane under certain conditions [16] [17] . On the contrary, MCT2 expression is reduced in highly glycolytic cancer cells [60] since it involves in lactate uptake under normal metabolism [61] . Thus, Western blotting was performed to evaluate the expression of MCT1, MCT3, and MCT4 in treated N2-A cells. Furthermore, the expression of a chaperone to some MCTs was also studied. CD147 is a multifunctional protein and also known as basigin, controlling and regulating energy metabolism of cancer cells [62] . Importantly, it is necessary for MCTs stabilization and expression at the cell membrane [63] . Accordingly, disabling MCTs through disrupting their association with CD147 is considered one of the novel approaches to inhibiting MCTs.
To our knowledge, this is the first study to report on the expression of MCT1, MCT3, and MCT4 and the chaperone CD147 in neuroblastoma N2-A cells. However, previous studies found similar expression of MCT1 in human neuroblastoma cell lines (IMR32, NGP, and SK-N-SH) [29] and MCT4 expression was higher in MDA-MB-231 [64] . Although all proteins under investigation showed a significant decrease in their expression at the highest tested dose of TCE, the highest reduction was observed in CD147 expression. Considering all these findings, we might attribute TCE inhibition of lactate efflux to the reduction of CD147 expression more than MCT4 itself. In other words, TCE may have inhibited MCT4 function indirectly through CD147 suppression. The role of MCT3 in cancer cells is poorly studied. However, a previous study on the retina of the rat reported MCT3 as lactate efflux transporter [65] . Interestingly, the decrease in MCT1 expression might be another reason for the insignificant lactate efflux inhibitory effect of CHC in N2-A cells, an interpretation that agrees with a previous study since CHC exerts an inhibitory effect on tumors cells expressing MCT1 at the plasma membrane [15] .
In the current study, apoptotic effect of TCE was confirmed by caspase 3 activity. Caspase 3 is a cysteine protease, and its activation is considered a critical step in cell apoptosis [66] . Our findings are in agreement with earlier studies indicated that quercetin isolated from the fruits of Terminalia spp was found to induce apoptotic effects in N2-A cells [67] , chebulagic acid was also reported to induce apoptosis in COLO-205 cells [68] . Similarly, apoptosis was reported in human breast cancer MDA-MB-231 treated with pentagalloylglucose and quercetin [69] and HL-60 cells treated with ellagitannins [70] . Current proliferation study was comparable to the previous study that showed a decrease in cell proliferation upon lactate efflux inhibition in breast cancer cells [71] . Despite the differences in the method of extraction, as well as the cell line, the growth inhibition effect was profound by Terminalia chebula when tested in various cell lines [39] .
CONCLUSION
Out of 900 ethanol plant extracts screened, Terminalia chebula ethanol extract was found to be the most potent lactate efflux inhibitor with the ability to inhibit chaperone CD147 expression and impact the function of monocarboxylate transporters. Furthermore, TCE has growth inhibition and apoptotic effects. The obtained results indicate that the plant Terminalia chebula constituent(s) may contain new targets for the management of neuroblastoma.
Fig. 1. Schematic diagram of high throughput screening for 900-plant ethanol extracts (EE) to identify and rank natural lactate efflux inhibitors in N2-A cancer cells
N2-A cellular lactate production of treated cells was compared to untreated normalized average % control total lactate production within 4 h of incubation with each extract. Extracts indicating an IC 50 <1000 μg/ml were rescreened at lower concentrations (500, 100, and 50 μg/ml). According to the IC 50 s, the potent plant extracts were categorized into 4 levels, and 4 plant extracts were the most potent (IC 50 s < 50 μg/ml) and identified as Bupleurum chinense, Rheum palmatum, Terminalia chebula, and Trillium pendulum. Statistical analysis of all studies was presented as the mean ± SEM from the average of two independent experiments, n=4 each. IC 50 s are average of two independent studies sigmoidal curves. The significance of the difference between controls vs. treated cells was determined using a one-way ANOVA followed by Dunnett's multiple comparisons test. Significance of difference between control and treatment is considered at *P = 0.05, *** P = 0.001, and **** P = 0.0001 The decrease in band intensities appeared precisely at 5 μg/ml, and loading consistency was confirmed by GAPDH. (B) Data obtained from two independent studies showed a significant decrease in protein expression in all candidates at 5 μg/ml. Statistical analysis was presented as the mean SD from the average of two independent experiments. The significance of the difference between the control and treated cell lysates
